. C2A and C2B do not specifically interact with buffering agents. Overlays of the [ 15 N-1 H] HSQC spectra of the metal-free forms of the Syt1 C2A (A) and C2B (B) domains. The C2A spectra are completely superimposable (A). A subset of resonances in (B) shows small differences and intensity changes between the two buffers. Because of the highly basic nature of C2B and its propensity to interact with polyanionic molecules, the interacting buffer is likely to be MES. The spectra were collected at 25 °C on the Avance III NMR instruments (Bruker Biospin) operating at the magnetic field of 14.1 T/equipped with a cryoprobe (C2A); and 11.7 T/equipped with the room-temperature probe (C2B). Protein concentration in the NMR samples was 100 µM. The buffer conditions were: 20 mM MES or Bis-Tris at pH 6.0, and 150 mM KCl. 
